Background
Results
The complication and non-complication group differed significantly according to nicotine dependency, Angiotensin-receptor-II blocker medication, rate of thoracotomy and preoperative lung function. The intraoperative hemodynamic parameters and therapy did not differ between the groups. Twenty-nine patients (30%) developed postoperative complications within 30 days after surgery. Plasma concentrations of IL-6, IL-10 and IL-8 at the time of wound closure and 24 hours after surgery were higher in the complication group. Multivariate regression analysis on postoperative complications revealed an Odds ratio of 56 for 
Objective
The aim of this study was to compare plasma concentrations of different inflammatory cytokines at an early stage after lung surgery and to validate these biomarkers' predictive character for postoperative complications. In contrast to the initial study focusing on goal-directed therapy, group division into two groups was based on general postoperative complications as a composite outcome due to the fact that postoperative complications are linked to each other. The occurrence of one postoperative complication affecting one organ predisposes for further organ dysfunction. Although multifactorial, we consider the early inflammatory response after surgery to be the general origin of postoperative complications. Due to the small sample size and high interindividual variability in cytokine response focusing on only one type of complication would not be valuable. As a consequence, with regards to the increase of postoperative inflammatory cytokines we focused on all complications. The main focus of this pilot study was to identify patients at risk for postoperative complications as early as possible (at the end of surgery/ 24 hours after surgery) to prevent these by taking those patients into a preventive program with an extended respiratory therapy or increased attention on postoperative goaldirected therapy, for example. With the model used in this trial we are not able to anticipate the exact onset of postoperative complications. In this study all postoperative complications that occurred within 30 days after surgery were recorded without focusing on the exact time of onset. However, this trial was meant as a pilot study showing that in addition to known clinical risk factors, inflammatory biomarkers can be used to identify patients at risk at an early stage to act preemptively.
Patients
Written informed consent was obtained for participation in the research discussed in this manuscript from every patient enrolled in this study. The authorization to draw blood was included a priori in the written informed consent obtained from all patients enrolled in the randomized controlled parallel-arm trial. The authors confirm that all ongoing and related trials for this intervention are registered. Patients were enrolled and followed-up from February 2 nd 2015 until June 30 th 2015. The follow-up for postoperative complications was 30 days. One hundred and eighteen patients were considered eligible for this study (Fig 1) . Inclusion criterion was lung parenchyma due to lung cancer. Several exclusion criteria were defined. These were automated implantable cardioverter defibrillator or pacemaker, age < 18 years, emergency surgery, New York Heart Association Functional Classification 4, morbid obesity (body
), esophageal pathologies, intraoperative blood loss of more than 1.5 liter, pregnancy, intraoperative use of diuretics, cardiac valve pathologies and intraoperative blood transfusion. Final data analysis was conducted on 96 patients (Fig 1) . All patients received a spirometric analysis prior to the operation.
Cytokine analysis
Blood samples were taken before induction of anesthesia, at wound closure and 24 hours postoperatively. Samples were centrifuged at 1500 rounds per minute for 10 minutes. The supernatant was used for cytokine analysis and stored at -80˚C. For cytokine analysis, the BD cytometric bead array human inflammatory cytokines kit [Becton Dickinson, Heidelberg, Germany, cat. #551811] with the corresponding software for flow cytometry was used according to the instruction manual. The following cytokines were measured: IL-6, IL-8, IL-10, Tumor necrosis factor [TNF]-α, IL-1ß and IL12p70.
Anesthetic protocol
Patients received an epidural catheter (thoracotomy) or a paravertebral catheter (video-assisted thoracoscopy) just before anesthesia induction. A total of 10 ml of ropivacaine 0.2% and sufentanil 0.2 μg/kg was injected before start of surgery via epidural catheter, 10 ml of ropivacaine 0.2% was used for the paravertebral catheter and sufficient analgesia was achieved by a continuous infusion of ropivacaine 0.2% at 8 ml/h during surgery. Both types of catheters were used until the 5 th postoperative day. In every patient enrolled in the study continuous blood pressure was monitored by radial artery cannulation. Central venous access was only established if patients underwent thoracotomy or were scheduled for extended thoracoscopic lung resections. Anesthesia was induced by intravenous sufentanil 0.5μg/kg and target-controlled infusion of propofol achieving plasma concentrations of 2.5-4 μg/ml according to an adequate depth of anesthesia measured by bispectral index of the electroencephalography. A bispectral index of 40 to 60 was considered adequate. For endotracheal intubation with a double-lumen tube and during the operation cis-atracurium (0.1 mg/kg bodyweight [BW]) was used. During surgery depth of muscle relaxation was monitored continuously. For all patients of the study lung-protective ventilator settings were applied. Under pressure-controlled ventilator settings positive endexspiratory pressure was set to 5 cm H 2 O and peak pressure of less than 30 cm H 2 O was kept for double-lung and one-lung ventilation. The inspired oxygen fraction was kept as low as possible to reach a peripheral oxygen saturation higher than 90%. During onelung ventilation the tidal volume was kept at 6 ml/kg BW with a respiratory rate of 10 to 15/ min. At the end of one-lung ventilation sufficient re-inflation was achieved by a manual recruitment maneuver for 10 seconds to 30 cm H 2 O five times. All patients were successfully extubated in the operating room and transferred to the intermediate care unit.
Postoperative complications
Postoperative complications were recorded within 30 days after surgery and defined as reported previously: pulmonary complications including atelectasis, pneumonia, pleural empyema, respiratory failure, pulmonary embolism and bronchopleural fistula that required reoperation. [6, 14, 15] Cardiac and renal complications included myocardial infarction, new onset of atrial fibrillation and acute kidney injury according to the Acute Kidney Injury Network criteria. [15] Neurological complications included stroke and delirium. [15] All outcome parameters were documented by a research personnel who was not involved in patients' treatment.
Statistical analysis
The primary outcome of the initial randomized-controlled trial was the incidence of postoperative pulmonary complications (PPCs). [14] Therefore the sample size calculation was based on a previously reported incidence of PPCs after lung surgery of approximately 24%. [1] We aimed to detect a reduction in the postoperative pulmonary complication rate to 3% with a power of 80% and a two-sided significance level of 5%, the calculated sample size was 48 patients per group. [14] Sample size calculation based on cytokine levels of patients with general postoperative complications after lung resection surgery is difficult to assess because data on these suspected cytokine levels are scarce and of high interindividual variability. To the best of our knowledge there is just one study that focused on lung surgery investigating PPCs and postoperative inflammation. [13] Studies focusing on lung surgery, postoperative general complications and cytokine levels are pending. Categorical data were analyzed using Fisher's exact test. Continuous variables were examined for normal distribution. If the data were normally distributed, independent samples t-test for normally distributed variables was performed. In case of not normally distributed data, the Mann-Whitney U test was used. To test the prognostic capability of interleukin plasma concentrations to distinguish between patients who will develop postoperative complications and those who will not, the receiver operating characteristic (ROC) curve analysis was performed. To investigate the best cut-off value that distinguishes between patients with and without complications the Youden Index was calculated. Due to the imbalance of baseline factors which needs an adjusted prediction model by implementing existing covariates, a multiple regression analysis was conducted. Statistical analysis was performed using IBM SPSS Statistics 22 software.
Results
One-hundred and eighteen patients were assessed for eligibility. Hundred patients were assigned. Of the 18 patients not included in the study, five did not meet the inclusion criteria, whereas of 13 patients formal informed consent was not obtained. Four patients who were initially allocated were excluded, three patients because of a blood loss of more than 1.5 liters intraoperatively and one due to intraoperative finding of a neuronal tumor not requiring lung parenchyma resection. Ninety-six patients were finally analyzed (Fig 1) .
Twenty-nine (30%) patients developed postoperative complications within 30 days after surgery ( Table 1 ). The total number of complications varies from the number of patients with postoperative complications as some patients had more than one complication. There were four of these. One patient showed three complications, whereas three patients suffered from two complications. Without double-counting there were 29 patients with postoperative complications. The initial group allocation of the randomized-controlled trial into Esophagealdoppler monitoring (EDM) Goal-directed therapy (GDT) versus Control did not reveal significant differences according to the number of patients with postoperative complications (S1 Table) . Analysis of overall complications (pulmonary, cardiac, renal and neurological) showed a significant difference between the EDM GDT and Control group (11 vs. 23, P = 0.018) (S1 Table) . However, this difference is due to the difference in PPCs between the groups. Focusing on postoperative complications excluding PPCs there is no difference between the EDM GDT and control group. Apart from that, there were patients who showed more than one complication, actually there were four of these. Without double-counting there were 11 patients with postoperative complications in the EDM GDT group and 18 patients in the Control group (P = 0.13) (S1 Table) . We considered it to be more accurate to compare total amount of patients with complications as postoperative complications are linked to each other, i.e. developing one complication predisposes for further postoperative complications. [16] According to current literature we presume that the early inflammatory response after surgery play a central role in the origin of postoperative complications so that the comparison of total amount of patients with complications which showed no difference between the treating arms of the initial study appears accurate. [8, [11] [12] [13] Regarding the overall number of postoperative complications atelectasis was the most frequent one with 10 (10%), followed by pneumonia 6 (6%), pleural empyema 2 (2%), respiratory failure 2 (2%), pulmonary embolism 2 (2%), Bronchopleural fistula 1 (1%), acute kidney injury 3 (3%), myocardial infarction 2 (2%), atrial fibrillation 4 (4%), stroke 1 (1%) and delirium 1 (1%) ( Table 1) .
Baseline patient and surgical characteristics
Of all baseline characteristics ( Table 2 ) the following parameters differed significantly between patients with and without postoperative complications: continued nicotine dependency, angiotensin II receptor blockers (ARBs), surgical access (thoracoscopy versus (vs.) thoracotomy) and preoperative respiratory function. Twenty-three (79%) patients in the postoperative complications group showed a continued nicotine dependency compared to 38 (57%) patients in the non-complication group (P = 0.04). One patient (3%) in the complication group was on ARBs therapy whereas 14 (21%) patients in the non-complication had this medication (P = 0.03). In the complication group four patients (14%) underwent thoracoscopy and 25 (86%) thoracotomy whereas in the non-complication group 28 patients (42%) underwent thoracoscopy and 39 patients (58%) had a thoracotomy (P = 0.009). Considering the preoperative respiratory function patients in the complication group had a preoperative FEV 1 68% (interquartile range: 54-86%), vital capacity (VC) 85% (interquartile range: 72-104%) and peak expiratory flow (PEF) 69% (interquartile range: 52-82%) compared to the non-complication group with FEV 1 80% (interquartile range: 66-98%), VC 99% (interquartile range: 87-111%) and PEF 77% (interquartile range: 61-96%) (P = 0.008; P = 0.013 and P = 0.05).
Perioperative characteristics
The only perioperative parameter that differed significantly between patients with and without postoperative complications was length of hospital stay (12 (interquartile range: 11-17) vs. 9 (interquartile range: 7-11) days, P = 0.001). Considering the intraoperative hemodynamic parameters and therapy there was no difference between the complication and non-complication group (Table 3 ).
Cytokine analysis
Initially six different cytokines were analyzed (TNF-α, IL-1β, IL-12p70, IL-10, IL-8 and IL-6) at three different time points: before surgery, at the time of wound closure and 24 hours after surgery. Plasma concentrations of TNFα, IL-1β and IL12p70 at all three time points did not show any increase in the complication or non-complication group (data not shown). Plasma concentrations of IL-10, IL-8 and IL-6 before surgery did not differ between groups. For IL-10 the complication group showed significantly higher plasma concentration at the end of surgery and on the first postoperative day compared to the non-complication group (5.7 (interquartile range: 2.9-23) vs. 2.8 (interquartile range: 0.7-7.2) pg/ml; 2 (interquartile range: 0.7-3.3) vs. 1 (interquartile range: 0-2) pg/ml; P = 0.02, P = 0.035 respectively) (Fig 2) . Patients in the complication group showed a trend to have higher plasma levels of IL-8 at the end of surgery and on the first postoperative day compared to the non-complication group (21 (interquartile range: 13-53) vs. 16 (interquartile range: 11-22) pg/ml and 31 (interquartile range: 13-49) vs. 19 (interquartile range: 12-33) pg/ml; P = 0.065, P = 0.16 respectively) (Fig 2) . IL-6 plasma concentrations at the end of surgery and on the first postoperative day differed significantly. (Fig 2) .
To assess the quality of plasma concentrations of IL-6 at the end of surgery and on the first postoperative day to distinguish between patients with and without postoperative complications we analyzed the area under the ROC curve. Considering the IL-6 plasma concentrations at the end of surgery and on the first postoperative day the area under the ROC curve were 0.65 (95% Confidence interval (CI): 0.51-0.78) and 0.68 (95% CI: 0.54-0.82) (Fig 3) . For IL-10 plasma concentrations at the end of surgery and on the first postoperative day to predict postoperative complications the area under the ROC curve were 0.64 (95% CI: 0.52-0.76) and 0.63 (95% CI: 0.49-0.77) (Fig 3) . The Youden-Index for IL-6 plasma concentrations of 42.4 pg/ml at wound closure and 126.6 pg/ml on the first postoperative day to identify patients at risk of postoperative complications were 0.29 and 0.35.
As patient and baseline characteristics differ significantly between the complication and non-complication group a multivariate regression analysis was conducted to adjust the prediction of postoperative complications according to existing covariates. General postoperative complications represent the dependent variable, whereas the independent significant variables of Table 2 (FEV1, PEF, VC; nicotine, ARBs, surgical approach) are integrated as covariates. Furthermore, the numeric values for IL-10,IL-6 and IL-8 before surgery (T0), at wound closure (T1) and 24 hours after surgery (T2) are also included as independent variables in this multivariate analysis. In this analysis only the surgical approach is significant. Patients for thoracoscopic surgery had significantly less postoperative complications than patients undergoing a thoracotomy. However, the odds ratio is quite low in this case. Due to the small sample size and high interindividual variability there were no significant results for the numeric values (absolute levels) of IL-6, IL-8 and IL-10 (S2 Table) .
The numeric values (absolute levels) for each cytokine show high variability between the patients which is in accordance with the results in other studies on postoperative cytokine levels. [7] [8] [9] 11] Due to the high interindividual variability and small sample size we aggregated the results for each cytokine at the time of wound closure and 24 hours after surgery into its quartiles (S3 Table) . We sampled all patients who had cytokine levels below the first and above the third quartile. For IL-6 and IL-10 there were no significant results whereas the surgical approach (thoracoscopy vs. thoracotomy) was significant (S4 and S5 Tables). Although the surgical approach still is significant with an Odds ratio of 0.082 favoring thoracoscopy , patients with an IL-8 level above the third quartile (75% percentile) 24 hours after surgery show a significant probability increase (P = 0.024) for postoperative complications with an Odds ratio of 7.9 (Table 4) . Perioperative cytokine profile during lung surgery and postoperative complications
In addition to the above mentioned multivariate regression analysis on each specific cytokine, we combined the levels of the two pro-inflammatory cytokines (IL-6 and IL-8) and focused on patients who had cytokine levels above the 3 rd quartile (75% percentile) for IL-6
and IL-8 at the end of surgery (S6 Table) and 24 hours after surgery (Table 5) . Again a multivariate regression analysis was performed. General postoperative complications represent the dependent variable, whereas the independent significant variables of Table 2 (FEV1, PEF, VC; nicotine, ARBs, surgical approach) are integrated as covariates. Besides the surgical approach that showed a significant influence favoring thoracoscopy, patients who had IL-6 and IL-8 levels above the 3 rd quartile (75% percentile) 24 hours after surgery showed a significantly increased probability to develop postoperative complications with an Odds ratio of 56.4 (Table 5 ). We performed the same multivariate regression analysis by focusing on patients who had IL-6, IL-8 and IL-10 levels above the 3 rd quartile. Actually there were three patients who fulfilled this condition and all three patients suffered from postoperative complications. However, the amount of patients is too low to conduct a reliable multivariate regression analysis on this combined outcome (IL-6, IL-8 and IL-10).
Discussion
In this prospective, clinical study we demonstrated that increased IL-6, IL-8 and IL-10 levels at an early stage after lung surgery might be of essential prognostic value to identify patients at risk for postoperative complications. The main results of this study can be summarized as follows. First, the multivariate regression analysis showed that patients whose IL-8 levels were above the 3 rd quartile 24 hours after surgery and especially those with a combined increase of IL-8 and IL-6 above the 3 rd quartile bear a significantly increased risk for postoperative complications. Second, in a simplified model not taking into account other existing covariates, plasma concentrations of IL-10 and IL-6 are significantly increased at the time of wound closure and on the first postoperative day in patients undergoing non-cardiac thoracic surgery. Third, the incidence of postoperative complications in this study was 34, whereas the total amount of patients with postoperative complications was 29. Fourth, patients' demographic and surgical characteristics were assessed to verify further risk factors for postoperative complications such as nicotine dependency, ARBs, surgical approach and preoperative respiratory function. Finally, patients with complications had an increased length of hospital stay despite comparable intraoperative characteristics according to the hemodynamic management including fluid therapy and time for surgery. Our results regarding plasma concentrations of IL-10, IL-8 and IL-6 in patients undergoing lung resection resemble the concentrations and standard deviations highlighted in other studies on lung surgery. [8, 9, 13, 17] In response to one-lung ventilation with ischemia/reperfusion injury of the lungs, parenchyma resection and surgical approach pro-and anti-inflammatory cytokines (IL-6, IL-8; IL-10) are released. [10] There are some studies analyzing the inflammatory response after thoracic surgery, however they did not focus on postoperative complications just on the postoperative systemic inflammatory response syndrome. [7] [8] [9] In contrast to our results, the authors were not able to show significantly increased plasma IL-6 levels after surgery in patients with postoperative complications. [13] The surgical approach (thoracotomy vs. thoracoscopy) was defined as a risk factor in several studies. Patients undergoing lung surgery via thoracotomy had a higher rate of postoperative complications and increased plasma concentrations of IL-6, IL-8 and IL-10. [18, 19] In accordance with these results patients in the complication group with higher plasma concentrations of IL-6, IL-8 and IL-10 underwent thoracotomy more often (86% versus 58%). We measured IL-6 and IL-10 plasma concentrations at the time of wound closure and on the first postoperative day as most complications occur quite early on the second or even first postoperative day. [4, 16, 20, 21] To evaluate the measurement of plasma concentrations of IL-6 and IL-10 at the end of surgery and on the first postoperative day to discriminate between patients who will develop postoperative complications and those who will not, ROC curve analysis was performed and the Youden Index was calculated for IL-6 as the most promising inflammatory biomarker. The area under the curve revealed moderate prediction capacity of IL-6 and IL-10 for postoperative complications. The Youden index calculated for IL-6 plasma concentrations to distinguish between patients with and without postoperative complications within 30 days after surgery also showed moderate prediction quality of calculated thresholds at the time of wound closure and 24 hours after surgery. The main disadvantage of this statistic model is the fact that existing covariates are not taken into consideration for risk stratification. Therefore, multivariate regression analysis was conducted revealing a significant probability increase for postoperative complications if IL-8 or IL-8 in combination with IL-6 is increased above the 3 rd quartile of this cohort on the first postoperative day.
The early inflammatory response after surgery may be the origin of general postoperative organ dysfunction. (11) In contrast to the initial study focusing on goal-directed therapy, group division into two groups was based on general postoperative complications as a composite outcome due to the fact that postoperative complications are linked to each other. Postoperative occurrence of early acute kidney injury is associated with cardiopulmonary complications, for example. [16] The incidences of postoperative complications in this study, especially pulmonary complications, are in agreement with previous studies. [1, 4, 16] However, due to the small sample size and high variability in cytokine response focusing on only one type of complication would not be valuable. As a consequence, with regards to the increase of postoperative inflammatory cytokines we focused on all complications.
Several studies have been conducted analyzing predictors of mortality and morbidity for patients undergoing lung surgery, however inflammatory biomarkers were not included. [4, 6, 21] In this study comparison of patients' and surgical characteristics between the two groups resemble the results of these studies.
In this prospective, clinical study intraoperative hemodynamic therapy and parameters did not differ between patients with and without postoperative complications. In formerly published data on lung surgery patients, more than 2500 ml of intraoperative fluids was reported to be a risk factor for postoperative complications. [22] In our complication group, patients experienced a reasonable fluid administration with a mean of less than 2500 ml. Both groups, complication and non-complication group, showed sufficient cardiac output and mean arterial pressure. Intraoperative ventilation management was lung protective and conducted according to the study protocol. With regards to the intraoperative management and parameters it was not obvious at the end of surgery which patient bears an increased risk to develop postoperative complications from clinical data only.
There are several limitations of this prospective clinical study. Although intraoperative respiratory and hemodynamic parameters did not differ between the two groups all cytokines show high standard deviations representing the variability of inflammatory response in patients undergoing lung surgery. Previous studies on cytokine expression in lung surgical patients showed similar results with regards to plasma concentrations and high standard deviations. [7, [11] [12] [13] Several studies have been conducted on preoperative and intraoperative risk factors but our primary aim was to add an early detection biomarker to already pre-described risk factors for lung surgical patients. Compared to other cytokine studies on lung surgery patients we did not measure cytokine levels in the bronchial alveolar fluids which might have confirmed our results on systemic acting cytokines, however focusing on general postoperative complications the detection of a localized inflammatory response might not be reasonable. We did not measure cytokine plasma concentrations beyond the first postoperative day as the expression of cytokines show a maximum at that time. [7] [8] [9] 11] For the multivariate regression analysis due to the high interindividual variability and small sample size we aggregated the results for each cytokine at the time of wound closure and 24 hours after surgery into its quartiles. We sampled all patients who had cytokine levels below the first and above the third quartile. The cohort of this study used to determine the different quartile ranges is small so that a bigger amount of patients is needed to determine a reliable threshold for daily clinical practice.
Identifying patients at risk for postoperative complications as early as possible might help to prevent these by taking those patients into a preventive program with an extended respiratory therapy or increased attention on goal-directed postoperative hemodynamic management, for example. As hospital resources are limited, the use of preventive measures which are time consuming and expensive needs to be well justified.
Conclusions
The multivariate regression analysis of lung surgery patients with increased IL-8 and IL-6 levels above the 3 rd quartile on the first postoperative day revealed a significant probability increase for postoperative complications. Apart from that, patients with postoperative complications showed a significantly increased IL-6 and IL-10 plasma concentration already at the time of wound closure compared to those without complications. Evaluation of IL-6 as a predictive biomarker showed moderate quality as a single measurement at the time of wound closure or first postoperative day. A reasonable approach to quantify patients' individual risk for postoperative complications might be the combination of clinical pre-/intraoperative characteristics and the early detection of increased inflammatory biomarkers. 
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